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Letters to the Editor 185Perineal arterial compression has been demonstrated in
long distance cyclists;5 our patient was a frequent bike rider.
However, the relationship between bike riding and FG has not
been established as a risk factor, so far. We speculate that
repeated trauma to the perineum with an HIV-positive immu-
nocompromised status could have been factors provoking a
local trauma that led to a fatal infection.
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O3:K6 in Kolkata, India
Since 1996, infections caused byVibrio parahaemolyticushave
increased globally. Outbreak and/or sporadic cases of diarrhea
caused byV. parahaemolyticus have been reported from India,
Indonesia, Japan, Taiwan, the USA, Laos, Korea, Chile, Ban-
gladesh, Russia, Thailand, Spain, France, and Vietnam. This
increase in incidence appears to be related to the emergence
of a new clone belonging to the O3:K6 serovar, which has
pandemic potential. Due to its spread in many countries with
identical phenotypic and genotypic features, the recently
emerged V. parahaemolyticus has now been termed a ‘pan-
demic strain’, which can be identified by group-specific GS-
PCR based on the sequence variation in the toxRS gene.1 In
addition, the pandemic strains have a novel open reading
frame orf8, which corresponds to a filamentous phage f237.2
On September 14, 2003, an outbreak of diarrhea occurred
near Dumdum in Kolkata, India. About 200 people had diar-
rhea after consumption of rice with meat served at the blood
donation camp. Twenty-one patients were admitted to the
Infectious Diseases Hospital (IDH), Kolkata from this out-
break-affected area. Stool specimens were collected from
all the patients and screened for common enteric pathogenswithin two hours of collection, using standard methods.3 In
addition, 3—5 Escherichia coli colonies grown in MacConkey
agar from each stool specimen were screened for diarrhea-
genic E. coli (DEC) by PCR.4 In this assay, all the tested E. coli
isolates were negative for common DEC such as enterotoxi-
genic E. coli, enteropathogenic E. coli, and enteroaggrega-
tive E. coli.
V. parahaemolyticus was isolated from five patients (24%)
and no other pathogens were detected in the other 16
patients. All the patients had acute diarrhea with watery
stool and showed moderate-to-severe dehydration. The five
V. parahaemolyticus strains were serotyped as O3:K6 using
commercial antisera (Denka Seiken Corp., Tokyo, Japan).
A PCR assay was performed to determine the species-
specific toxR of V. parahaemolyticus5 and tdh and trh viru-
lence genes.6 The GS and orf8 PCRs were also performed
using published methods1,2 in an automated thermocycler
(Model 9700, Applied Biosystems, CA, USA). All five V. para-
haemolyticus strains were positive in toxR, tdh, orf8, and GS-
PCR assays.
To confirm the clonal relationship, V. parahaemolyticus
O3:K6 strains isolated before 1996 (AQ4037), during 1996
(KXV224), and in 2003 before the Kolkata outbreak (SC84 and
SC179) were included in the pulsed-field gel electrophoresis
(PFGE) along with the outbreak strains following the methods
described previously.7 NotI (Takara Shuzo, Tokyo, Japan)
186 Letters to the Editor
Figure 1 NotI digested chromosomal DNA banding patterns of
non-pandemic (AQ4037) and pandemic V. parahaemolyticus
strains. Strain KXV224 was isolated during 1996, while SC84
and SC179 were isolated before the diarrheal outbreak in Kolkata
in 2003. Strains SC188-190, 192, and 193 were isolated during the
outbreak.digested inserts of V. parahaemolyticus were applied to
contour-clamped homogenous electric fields in a CHEF Map-
per system (BioRad, Hercules, CA, USA). PFGE results of the
five outbreak V. parahaemolyticus isolates showed identical
profiles comparable to that of SC84, which was isolated in
Kolkata on June 5, 2003 and closely related to SC179, which
was isolated on September 1, 2003 (Figure 1). The O3:K6
pandemic strain KXV224, which was isolated in 1996 was
closely related to the outbreak strains as it had three bands
difference compared to the outbreak isolates (Figure 1).
However, AQ4037, the non-pandemic V. parahaemolyticus
isolate had a distinct banding pattern (Figure 1). PFGE results
established that (i) the outbreak-associated O3:K6 pandemic
strains belonged to an identical clone, (ii) the current Kolkata
V. parahaemolyticus O3:K6 strains have undergone genetic
changes compared to KXV224, and (iii) considering the PFGE
profiles of outbreak strains and pre-outbreak strain (SC84),
the new clone is already prevalent in Kolkata.
When the pandemic strain of V. parahaemolyticus
emerged during 1996, the O3:K6 serotype was the most
prevalent among sporadic diarrheal cases in Kolkata.8 In
India, the first diarrheal outbreak caused by V. parahaemo-
lyticus belonging to serotypes O4:K12 and O1:K20 was
reported in Vellore, Tamil Nadu, during 1982, and associated
with consumption of fish preparation and contaminated meat
used in sandwich paste.9 Ours is the first report of a diarrheal
outbreak caused by the pandemic strain of V. parahaemoly-
ticus O3:K6 in India. Leftover foods served in the blooddonation camp were not available for further investigations
to confirm the source of transmission of V. parahaemolyticus.
Considering the large number of cases, and the reporting of
patients occurring almost at the same time and from the
same area, we suspect that the food served in the blood
donation camp carried the outbreak pathogen. Food-hand-
lers may also have been involved in this outbreak, since it has
been shown in a study that the carrier status of V. para-
haemolyticus in Kolkata is 21.4%.10
We have limited information on the incidence of V. para-
haemolyticus in India and this pathogen should be included in
surveillance. Considering its swift spread, awareness of the
pandemic V. parahaemolyticus should be improved among
health officials and proper preparedness should be made in
order to deal with any such outbreaks in the future.
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